Abstract: Cell-penetrating peptide [WR] 5 has been previously shown to be an efficient molecular transporter for various hydrophilic and hydrophobic molecules. The peptide was synthesized using Fmoc/tBu solid-phase chemistry, and one arginine was replaced with one lysine to enable the conjugation with the anticancer drugs. Paclitaxel (PTX) was functionalized with an esterification reaction at the C2 hydroxyl group of PTX with glutaric anhydride and conjugated with the cyclic peptide [W(WR) 4 K(βAla)] in DMF to obtain the peptide-drug conjugate PTX1. Furthermore, camptothecin (CPT) was modified at the C(20)-hydroxyl group through the reaction with triphosgene. Then, it was conjugated with two functionalized cyclic peptides through a formyl linker affording two different conjugates, namely CPT1 and CPT2. All the conjugates showed better water solubility as compared to the parent drug. The cytotoxicity assay of the drugs and their conjugates with the peptides were evaluated in the human breast cancer MCF-7 cell line. PTX inhibited cell proliferation by 39% while the PTX-peptide conjugate inhibited the proliferation by~18% after 72 h incubation. On the other hand, CPT, CPT1, and CPT2 reduced the cell proliferation by 68%, 39%, and 62%, respectively, in the MCF-7 cell lines at 5 µM concentration after 72 h incubation.
Introduction
Intensive efforts have been exerted for the development of an intracellular stimuli-responsive drug delivery system that is stable under normal physiological conditions (e.g., in blood circulation) but able to release its payload in the tumor site in a selective and efficient manner [1] . The tumorigenic process and microenvironmental characteristics of the tumor tissue have been extensively studied and used to design and synthesize new targeted molecular therapies [2, 3] . More precisely, understanding the tumor microenvironment allows researchers to develop different therapeutic strategies, based on the numerous differences between the tumor microenvironment and the normal tissues [4] [5] [6] .
In continuation of our efforts to design CPP-drug conjugates based on the CPPs containing tryptophan and arginine residues, herein, we report the conjugation of PTX and CPT to the [W(RW) 4 K] peptide and compare the antiproliferative activity of the free drugs with the drug-peptide conjugate in breast cancer cell line MCF-7.
Results and Discussion

Synthesis of Cyclic Peptide [(WR) 4 K(βAla)] and Its Functionalization
Cyclic peptide [W(WR) 4 K(βAla)] contains alternative L-tryptophan (W) and L-arginine (R) residues and was used in previous studies for the delivery of Cur and Dox to different cancer cell lines [21, 26] .
[W(WR) 4 K(βAla)] (P1) was prepared through the Fmoc/tBu solid-phase chemistry using appropriate Fmoc-protected amino acids and the orthogonally protected lysine residue with the Dde group [21, 26] .
The protected cyclic peptide [(W(Boc)R(Pbf)) 4 W(Boc)K(βAla-Boc)] was obtained by the cyclization of the side chain-protected linear peptide (HOOC-((W(Boc)R(Pbf)) 4 W(Boc)K(βAla-Boc)-NH 2 ) in anhydrous DMF/DCM mixture (4:1, v/v) using HOAt/DIC as activating agents. The completion of cyclization was confirmed by checking the mass of a crude sample taken from the reaction mixture as described in Section 3.2.1. The cleavage of the protecting group using reagent "R" afforded the cyclic peptide P1 with the exact mass of 1754.0300 corresponding to [M + H + ] (see Supplementary Materials). The thiol functionality was introduced to the cyclic peptide with the coupling of tritylthiopropionic acid in DMF/DIPEA/HBTU. Completion of the reaction was confirmed by mass spectroscopy. The trityl protecting group was cleaved from the thiol group using a mixture of TFA/TIS/H 2 O. MALDI mass spectroscopy revealed the exact mass at 1842.8826 [M − H] − for P2. The last step of peptide functionalization was performed using 2-(pyridinyldithio)ethaneamine which reacted with the cyclic peptide P2. MALDI analysis showed the existence of a single peak at 1917.9098 [M + H] + (see Supplementary Materials) for the final product (P3) as depicted in Scheme 1. P1 was used for the conjugation with both PTX-2-O-hemiglutarate (Scheme 2) and CPT-20-O-chloroformate (Scheme 3) to afford PTX-1 and CPT1, respectively. P3 was used for conjugation with CPT-20-O-chloroformate to afford CPT2 (Scheme 3) as described below.
Coupling Hydrophobic Drugs to [W(WR) 4 K(βAla)]
Coupling of PTX to [W(WR) 4 K(βAla)] PTX is not amenable for coupling unless it is chemically modified. Although PTX has 2 -hydroxyl and 7-hydroxyl groups which are more susceptible to the chemical modifications. However, the 2 -hydroxyl group has superior reactivity than that at the 7-hydroxyl group due to the steric hindrance at this position [38] . Therefore, PTX was functionalized by its reaction with glutaric anhydride, which was reacted with the hydroxyl group at C2 with the ester linkage. The resulted 2'-O-hemiglutarate was conjugated with [W(WR) 4 K(βAla)] (P1) through the amide linkage using PyBOP, HOBt, and DIPEA under N 2 at room temperature. The conjugate was purified by RP-HPLC and analyzed by MALDI that showed a single peak at 2703.9563 corresponding to [ Similarly, CPT was conjugated to the [W(WR) 4 K(βAla)] (P1) through an amide bond. Initially, CPT with a C20-chloroformate functional group was prepared by the treatment of CPT with triphosgene in the presence of DMAP. CPT-20-O-chloroformate was conjugated with P1 through two different approaches; the first approach was through the pH-labile carbonate bridge, which bound directly to the free β-alanyl amino group of the cyclic peptide in DMF using a catalytic amount of DIPEA, as depicted in Scheme 3, to afford carbamate conjugate CPT1. The second approach depends on the reductive-cleavage for the disulfide bridge and hydrolysis of carbonate linkage (the dual response approach) in compound CPT2. Compound P3 was reacted with CPT-20-O-chloroformate in the presence of DIPEA to afford CPT2. It was expected that in the second approach, the disulfide bridge in ([W(WR) 4 K(βAla)-S-S-CPT] would be cleaved via reduction of the disulfide bridge by the intracellular glutathione (GSH). Whereas, the concentration of GSH in the tumor tissue is 4 times higher than that of the normal tissues [40] . Darwish et al. [41] have previously reported the impact of a disulfide bridge in increasing the cytotoxic activity of Dox conjugated to [C(WR) 4 K] when investigated in HEK-293, HT-1080, and SKOV-3 cells as compared to Dox after 72 h incubation. The mechanism affording the thiol-containing CPT followed by the carbonate bond cleavage liberating thiazolidinone and CPT and five-membered thiolactam was demonstrated by Henne et al. and Zhang et al. [39, 40] . PTX is not amenable for coupling unless it is chemically modified. Although PTX has 2′-hydroxyl and 7-hydroxyl groups which are more susceptible to the chemical modifications. However, the 2′-hydroxyl group has superior reactivity than that at the 7-hydroxyl group due to the steric hindrance at this position [38] . Therefore, PTX was functionalized by its reaction with glutaric anhydride, which was reacted with the hydroxyl group at C2′ with the ester linkage. The resulted 2'-O-hemiglutarate was conjugated with [W(WR)4K(βAla)] (P1) through the amide linkage using PyBOP, HOBt, and DIPEA under N2 at room temperature. 
Biological Activity
Our previous studies revealed that [W(WR) 4 K(βAla)] did not show any significant cytotoxicity up to 10 µM on MDA-MB-468, HCT-116, CCRF-CEM, and SK-OV-3 [21, 25, 26] . Herein, the antiproliferative activity of conjugate was evaluated in the presence of the human breast adenocarcinoma (MCF-7) cells. Among breast cancer cells, MCF-7 ones were selected to be tested for this assay due to their significant response to microtubule-targeting drugs [42, 43] . Similarly, CPT was conjugated to the [W(WR)4K(βAla)] (P1) through an amide bond. Initially, CPT with a C20-chloroformate functional group was prepared by the treatment of CPT with triphosgene in the presence of DMAP. CPT-20-O-chloroformate was conjugated with P1 through two different approaches; the first approach was through the pH-labile carbonate bridge, which bound directly to the free β-alanyl amino group of the cyclic peptide in DMF using a catalytic amount of DIPEA, as depicted in Scheme 3, to afford carbamate conjugate CPT1. The second approach depends on the reductive-cleavage for the disulfide bridge and hydrolysis of carbonate linkage (the dual response approach) in compound CPT2. Compound P3 was reacted with CPT-20-O-chloroformate in the presence of DIPEA to afford CPT2. It was expected that in the second approach, the disulfide bridge in ([W(WR)4K(βAla)-S-S-CPT] would be cleaved via reduction of the disulfide bridge by the intracellular glutathione (GSH). Whereas, the concentration of GSH in the tumor tissue is 4 times higher than that of the normal tissues [40] . Darwish et al. [41] have previously reported the impact of a disulfide bridge in increasing the cytotoxic activity of Dox conjugated to [C(WR)4K] when investigated in HEK-293, HT-1080, and SKOV-3 cells as compared to Dox after 72 h incubation. The mechanism affording the thiol-containing CPT followed by the carbonate bond Consequently, the concentration of 5 µM was selected to study the antiproliferation activity of the drug-peptide conjugates. Preliminary cytotoxicity investigation against MCF-7 cell lines showed that both CPT and PTX reduced the cell proliferation of MCF-7 cells at 5 µM by~68% and 39%, respectively, after 72 h using MTT assay. We have previously shown that the peptide-drug conjugates containing doxorubicin and a similar cyclic peptide containing tryptophan and arginine were cleaved by 99% in the presence of the cancer cells after 72 h of incubation as shown by HPLC analysis [26] . Therefore, 72 h was selected for the incubation of the conjugates in in vitro assays. Further analysis in a shorter time may be beneficial for comparative studies. Although the cells could be incubated with drugs for a longer period, the other elements such as sedimentation of the drug would have complicated the antiproliferative outcomes. 
Our previous studies revealed that [W(WR)4K(βAla)] did not show any significant cytotoxicity up to 10 µM on MDA-MB-468, HCT-116, CCRF-CEM, and SK-OV-3 [21, 25, 26] . Herein, the antiproliferative activity of conjugate was evaluated in the presence of the human breast adenocarcinoma (MCF-7) cells. Among breast cancer cells, MCF-7 ones were selected to be tested for this assay due to their significant response to microtubule-targeting drugs [42, 43] .
Consequently, the concentration of 5 µM was selected to study the antiproliferation activity of the drug-peptide conjugates. Preliminary cytotoxicity investigation against MCF-7 cell lines showed that both CPT and PTX reduced the cell proliferation of MCF-7 cells at 5 µM by ~68% and 39%, respectively, after 72 h using MTT assay. We have previously shown that the peptide-drug conjugates containing doxorubicin and a similar cyclic peptide containing tryptophan and arginine were cleaved by 99% in the presence of the cancer cells after 72 h of incubation as shown by HPLC analysis [26] . Therefore, 72 h was selected for the incubation of the conjugates in in vitro assays. Further analysis in a shorter time may be beneficial for comparative studies. Although the cells could be incubated with drugs for a longer period, the other elements such as sedimentation of the drug would have complicated the antiproliferative outcomes. Antiproliferative results showed that PTX1 inhibited cell proliferation by 18.7%. The anti-proliferative activity of CPT1 was diminished by 1.9-fold as compared to CPT whereas the activity of CPT2 was comparable to CPT, since CPT2 reduced the cell viability to 61% as shown in Figure 1 . Since these compounds were peptide-drug conjugates, it was expected that the release of the parent drug would generate the cytotoxic effect. However, PTX1 was not very cytotoxic presumably due to the stability of the conjugate. Among CPT conjugates, CPT2 exhibited higher antiproliferative activity, due to the enhanced release of CPT. We presume that disulfide linker is reduced leading to the release of active CPT from the conjugate. CPT1 and PTX1 conjugates had less activity than the corresponding parent analogs since they act as inactive prodrugs and may behave differently on longer incubation time. The cytotoxicity of PTX and PTX1 was further evaluated in the normal human embryonic kidney cells (HEK-293) at 5 µM which showed reduced cell proliferation by~34% and 18%, respectively, after 72 h using MTT assay, as shown in Figure 2 . The lower cytotoxicity of conjugate PTX1 as compared to PTX in the normal cell lines could be due to slower hydrolysis of PTX from conjugate PTX1.
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Materials and Methods
Materials
All required organic solvents were purchased from Wilkem Scientific (Pawtucket, RI, USA). 
Methods
Synthesis of Cyclic Peptide [W(RW) 4 K(βAla)] (P1)
The linear peptide with protected side chains was prepared using Fmoc/tBu chemistry. The peptide sequence was assembled on the H-Trp(Boc)-2-chlorotrityl resin (513 mg, 0.78 mmol/g, 0.40 mM). After assembling the sequence, the Dde protecting group at the lysine α-amino group was removed by agitating with a solution of hydrazine monohydrate in DMF (2% v/v, 3 × 25 mL, 10 min). Then, the resin was washed with DMF (1 min × 2) and DCM (1 min × 2). The peptide was cleaved from the peptidyl resin using a mixture of acetic acid/trifluoroethanol (TFE)/DCM (1:2:7, v/v/v) by stirring for 2 h at room temperature to afford the linear peptide with protected side chains. The peptide was collected by filtration and washed with DCM (3 × 15 mL). The filtrate containing the peptide was evaporated under reduced pressure. To remove acetic acid from the cleaved peptide, the peptide was re-dissolved in 25 mL of DCM and precipitated with 50 mL of hexane, and the process was repeated four times until the peptide was completely dried and acetic acid was completely removed. The protected linear peptide was obtained as a solid white powder that was dried under vacuum overnight. The cyclization of the linear peptide was carried out by dissolving the peptide in DMF/DCM mixture (250 mL, 4:1 v/v). Then HOAt (223 mg, 1.64 mmol, 4 equiv) and DIC (290 µL, 1.86 mmol, 4.5 equiv) were added to the peptide solution. The mixture was stirred at room temperature for 12 h. The completion of the cyclization was confirmed with mass checked by MALDI-TOF(shown in the Supplementary Materials). After the reaction was completed, the solvents were removed under reduced pressure using a rotary evaporator. The cleavage of the protecting groups from the amino acid side chains was carried out by adding reagent "R" containing trifluoroacetic acid (TFA)/thioanisole/ethanedithiol(EDT)/anisole (90:5:3:2, v/v/v/v, 25 mL) to the cyclic peptide. The mixture was shaken at room temperature for 6 h, and cold ether was added to precipitate the crude peptide. The peptide was collected and purified by reversed-phase Hitachi HPLC (L-2455) using a C18 column (Waters XBridgeTM BEH130 Prep C18 OBDTM 10 µm ODS reversed-phase column) (2.1 × 25 cm) using a gradient system of acetonitrile/water containing 0.1% TFA to yield (~40%) the cyclic peptide [W(WR) 4 The peptide [(WR) 4 WK(βAla-thiopropionic acid)] P2 (20 mg, 0.011 mmol) containing free thiol group was further functionalized by reaction with 2-(pyridinyldithio)-ethaneamine hydrochloride (7.35 mg, 0.033 mmol, 3 equiv) prepared using cystamine and dithiopyridine according to the method described by Zugates et al. [37] in methanol containing a catalytic amount of acetic acid. The reaction was stirred overnight at room temperature, and then the peptide (P3) was collected by precipitation with cold ether and purified by reversed-phase HPLC as mentioned above. The yield was 87.75% (17.55 mg). MALDI-TOF (m/z) [C 93 
Synthesis of Paclitaxel-2-O-Hemiglutarate
Paclitaxel-2-O-hemiglutarate was prepared according to the method described by Sundaram et al. [38] . In brief, paclitaxel (100 mg, 0.117 mM) and glutaric anhydride (13.70 mg, 0.12 mM) were dissolved in 15 mL of DCM, and 10 µL of dry pyridine was added to the reaction mixture as a base catalyst. The reaction was stirred under nitrogen for 48 h at room temperature. The progress of the reaction was monitored by TLC using hexane:ethyl acetate ( 
Synthesis of Camptothecin-20-O-Chloroformate
Camptothecin-20-O-chloroformate was prepared as described by Henne et al. [39] . In brief, CPT (863 mg, 2.5 mM) and DMAP (763 mg, 6.25 mM) were dissolved in 15 mL of dry CH 2 Cl 2 under N 2 atmosphere. Triphosgene (0.250 mg, 0.84 mM) dissolved in 5 mL of dry DCM was added to CPT solution at 0 • C. The mixture was stirred for a further 60 min. Then the reaction mixture was dissolved in 50 mL of DCM and extracted by addition of 1.0 M HCl solution (2 × 50 mL), and brine (2 × 50 mL). The organic layer was collected and dried over anhydrous Na 2 SO 4 . DCM was evaporated and used without further purification to give a pale-yellow powder (761 mg, 88% yield). , and penicillin-streptomycin solution (1%, penicillin (10,000 units) and streptomycin (10 mg in 0.9% NaCl) were used under the atmosphere of CO 2 (5%) and air (95%) at 37 • C.
Antiproliferative Assay
The comparative antiproliferative assay was conducted using the MTS cell viability method to evaluate the potency of the conjugates to inhibit the proliferation of MCF-7 breast cancer cells and HEK-293 normal embryonic kidney cells. The cells were seeded (5000/0.1 mL) in each well using a 96-well plate. The MCF-7 cells were treated with PTX and CPT drugs and their corresponding conjugates in the medium. The final concentrations of all the compounds were adjusted to be 5 µM. Cells were incubated with the treatments for 4 h. Then, the treatments were removed and replaced by the fresh medium and incubated for a further 72 h. A similar treatment was followed for the HEK-293 cell line with PTX1, PTX, and cyclic peptide [W(WR) 4 K(βAla)] at 5 µM. The CellTiter 96 aqueous solution (Promega, Madison, WI, USA) was used to measure the cell viability based on the fluorescence intensity of them at 490 nm. Here, SpectraMax M2 microplate spectrophotometer was employed for the assay. The cell viability was calculated relatively based on the cell survival as [(OD value of cells treated with the test mixture of compounds) − (OD value of culture medium)]/[(OD value of control cells) − (OD value of culture medium)] × 100%.
Conclusion
A cyclic cell-penetrating peptide [W(WR) 4 K(βAla)] was synthesized and used as a molecular cargo for hydrophobic anticancer drugs CPT and PTX. The drugs, CPT and PTX, were functionalized with a linker and conjugated with the peptide. The conjugates showed better water solubility due to their attachment to [W(WR) 4 K(βAla)] which promises improved bioavailability and pharmacokinetic profiles. The antiproliferative activities of the peptide-drug conjugates were less than the free hydrophobic drugs in MCF-7 after 72 h incubation, which suggests the prodrug formation of CPT and PTX. The CPT conjugate named [W(WR) 4 K-(βAla)]-S-S-CPT (CPT2) was found to be more cytotoxic when compared with [W(WR) 4 K-(βAla)]-CPT (CPT1), suggesting the fast release of CPT analog in this conjugate. Future studies will be conducted to explore the potency of these conjugates on different cell lines and to understand the actual mechanism for the release of PTX and CPT from the peptide and improving the conjugation strategy of the drugs to the peptide.
Supplementary Materials: The MALDI spectra of selected compounds are provided.
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